. Commercially available reporter plasmids containing the cryptic promoter of the pMB1 ori in the same orientation as the reporter gene. FLuc, firefly luciferase gene; pA, polyadenylation signal; enh, enhancer. As indicated, a chimeric intron is located between the SV40P and the RLuc cistron. (B) Region of the eIF4G sequence reported to contain a cryptic promoter element essential for second-cistron expression from promoterless pRF. The element, located between -69 and -49 relative to the start codon (bold) in the native eIF4G mRNA, precisely encompasses the polypyrimidine tract and AG dinucleotide (underlined) of an authentic 3' ss of eIF4G pre-mRNA. Lower and upper case nucleotides represent intronic and exonic sequences, respectively. Figure S3 . Mutation of the eIF4G and XIAP sequences at their 3' ss greatly reduces secondcistron expression from promoterless and promoter-containing pRF. (A) Sequences of the wild type 3' ss and the mutated variants tested. Nucleotides in lower and upper case are intronic and exonic, respectively. The polypyrimidine tracts and AG dinucleotides of the 3' ss are underlined in the wild type sequences and the altered bases in the mutated forms are in bold. (B) Results of luciferase assays with plasmids containing the wild type and 3' ss-mutated putative IRES/promoter elements. Shown are mean values ± SD (n = 3) The increase in RLuc expression from the mutated plasmids in the left panel is likely a result of a reduction in mis-splicing of the dicistronic RNA. Figure S4 . Trans-splicing between a cryptic RNA from promoterless pR-eIF4G-F and an endogenous human RNA. Shown is a schematic illustration of the splicing event that lead to formation of the chimeric transcript. At top is the genomic locus encoding the endogenous RNA, aligned to a matching cDNA sequence in GenBank (accession CR933665). Splicing between the pre-mRNA of this cDNA and a cryptic transcript of the transfected plasmid resulted in a chimeric RNA encoding FLuc. Figure S7 . Formation of chimeric RNA species by trans-splicing between cellular RNAs and cryptic RNA of pGL4.17 containing the globin test sequence. Shown are individual splicing events identified by 5' RACE. Each event was detected only once and all 5' ss utilized were authentic except as noted and contained canonical GT donor dinucleotides. The left column lists GenBank accession numbers corresponding to the cellular transcripts involved. The right column shows the genomic locus and exon-intron structure of the corresponding pre-mRNA (exons in blue) and the structure of the chimeric transcripts. The plasmid-derived terminal exon in the chimeric RNAs is represented by an unfilled rectangle. Figure S8 . Relative pervasiveness and sequence of the pMB1 ori compared to other replication origins used in cloning vectors. (A) Comparison of the frequency of replication origins in GenBank. BLAST searches of GenBank were performed with query sequences specific for the pMB1/pUC, ColE1, p15a and pSC101 origins as detailed in Materials and Methods. (B) Alignment of the pMB1, pUC, ColE1 and p15a replication origins. The bent arrow indicates the transcription start site of the cryptic promoter. The TATA box homology is in yellow, the upstream GC box homology, and a second downstream sequence closely matching the GC box consensus are in blue. The asterisk denotes the nucleotide that distinguishes the variant of the pMB1 ori present in the pUC plasmids. Sequences are from accession numbers J01749 (pMB1), M77789 (pUC), V00270 (ColE1), and V00309 (p15a).
